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INVESTIGATION
Mated Progeny Production Is a Biomarker of Aging
in Caenorhabditis elegans
Christopher L. Pickett,* Nicholas Dietrich,* Junfang Chen,† Chengjie Xiong,† and Kerry Kornfeld*,1
*Department of Developmental Biology and †Division of Biostatistics, Washington University School of Medicine,
St. Louis, Missouri 63110
ABSTRACT The relationships between reproduction and aging are important for understanding the
mechanisms of aging and evaluating evolutionary theories of aging. To investigate the effects of progeny
production on reproductive and somatic aging, we conducted longitudinal studies of Caenorhabditis ele-
gans hermaphrodites. For mated wild-type animals that were not sperm limited and survived past the end of
the reproductive period, high levels of cross-progeny production were positively correlated with delayed
reproductive and somatic aging. In this group of animals, individuals that generated more cross progeny
also reproduced and lived longer than individuals that generated fewer cross progeny. These results in-
dicate that progeny production does not accelerate reproductive or somatic aging. This longitudinal study
demonstrated that cumulative cross progeny production through day four is an early-stage biomarker that is
a positive predictor of longevity. Furthermore, in mated animals, high levels of early cross progeny pro-
duction were positively correlated with high levels of late cross progeny production, indicating that early
progeny production does not accelerate reproductive aging. The relationships between progeny produc-
tion and aging were further evaluated by comparing self-fertile hermaphrodites that generated relatively
few self progeny with mated hermaphrodites that generated many cross progeny. The timing of age-related
somatic degeneration was similar in these groups, suggesting progeny production does not accelerate
somatic aging. These studies rigorously deﬁne relationships between progeny production, reproductive
aging, and somatic aging and identify new biomarkers of C. elegans aging. These results indicate that some
mechanisms or pathways control age-related degeneration of both reproductive and somatic tissues in
C. elegans.
KEYWORDS
C. elegans
aging
reproduction
longitudinal
study
biomarker
Reproduction is a vital goal of all organisms and a central issue in
research on aging. One important intersection between reproduction
and aging concerns the mechanisms of age-related degeneration. In
particular, are age-related degenerative changes in reproductive and
somatic tissues controlled by similar or distinct mechanisms? Whereas
a substantial number of genetic and environmental factors have been
demonstrated to inﬂuence somatic aging and life span, fewer factors
are known to inﬂuence reproductive aging. In female humans, repro-
ductive aging is an important medical issue because the age-related
decrease in oocyte quality results in increased birth defects and de-
creased fertility that culminates in reproductive cessation at meno-
pause (te Velde and Pearson 2002; Hartge 2009). A second important
intersection between reproduction and aging concerns how the pro-
duction of progeny affects aging. The disposable soma theory propo-
ses resources used for reproduction are not available for somatic
maintenance so that reproductive activity accelerates age-related de-
generation (Kirkwood 1977). The antagonistic pleiotropy theory pro-
poses that mutations that increase early reproduction will increase
ﬁtness despite accelerating the decrease of late reproduction and
shortening life span (Williams 1957). In contrast, multilevel selection
theories propose that reproductive restraint can be an adaptive trait
that stabilizes the population and prevents overexploitation of the
environment (Wynne-Edwards 1962), and we have previously pro-
posed that reproductive aging is one mechanism of reproductive re-
straint (Hughes et al. 2007). Experimental tests of the evolutionary
theories of aging are critical to advance our understanding of the
causes and mechanisms of reproductive and somatic aging.
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The nematode Caenorhabditis elegans is an important model organ-
ism for studies of aging (Guarente and Kenyon 2000; Kenyon 2010).
C. elegans hermaphrodites have a reproductive period of ~10 days and
a postreproductive period of ~6 days for a total adult life span of ~16
days. Many age-related degenerative changes in reproductive and so-
matic function have been characterized (Collins et al. 2008; Pincus and
Slack 2010). Sophisticated genetic approaches have resulted in the iden-
tiﬁcation of many genes that modulate life span and/or reproductive
span, providing insight into the genetic control of somatic and repro-
ductive aging (Huang et al. 2004; Hughes et al. 2007; Andux and Ellis
2008; Luo et al. 2009; Kenyon 2010; Luo et al. 2010; Mendenhall et al.
2011). These studies have demonstrated important roles for, among
others, insulin/insulin-like growth factor-1 signaling, mitochondrial
function, chemosensory function, dietary intake, and autophagy in mod-
ulating adult life span (Kenyon 2010). C. elegans is also a useful model
for testing evolutionary theories of aging due to the ability to maintain
large populations, the variety of culture methods, and the wealth of
bioinformatic tools (C. elegans Sequencing Consortium 1998; Stiernagle
2006; Gerstein et al. 2010). C. elegans is an androdioecious (male/
hermaphrodite) species that evolved from gonochoristic (male/female)
ancestors (Kiontke et al. 2004; Cutter et al. 2008; Morsci et al. 2011).
There is growing interest in the natural history of C. elegans, but most
information is derived from laboratory studies (Caswell-Chen et al.
2005; Felix and Braendle 2010). One caveat to using inbred laboratory
strains for evolutionary experiments is that inbreeding often ﬁxes rare,
recessive, deleterious alleles resulting in the phenomena of inbreed-
ing depression and heterosis (Rose and Charlesworth 1981a; Reznick
1985). However, inbred C. elegans wild-type (WT) strains do not suffer
from these limitations because self-fertilization, the preferred method of
maintaining C. elegans, tends to purge deleterious alleles (Johnson and
Wood 1982; Lande and Schemske 1985; Johnson and Hutchinson 1993).
Here, we used C. elegans to investigate the relationships among
progeny production, reproductive aging, and somatic aging. To deter-
mine the effect of reproduction on aging, we compared reproductive
and somatic declines in genetically identical animals that produced
different numbers of progeny due to differences in sperm availability
(Ward and Carrel 1979; Hughes et al. 2007). Increased levels of progeny
production did not accelerate somatic aging, indicating that reproduc-
tive activity does not cause somatic aging. Longitudinal studies were
used to establish the relationships between different aging phenotypes
in mated, WT hermaphrodites that were not sperm limited and sur-
vived past the end of the reproductive period (Huang et al. 2004). High
levels of cross progeny production were positively correlated with ex-
tended longevity, and this relationship applied to total progeny pro-
duction, cumulative progeny production through day 4, and progeny
production on days 2, 4, and 5. These ﬁndings demonstrate that prog-
eny production on day 2 is predictive of longevity, and they provide an
independent line of evidence that progeny production does not accel-
erate somatic aging. These longitudinal studies also demonstrated that
high levels of early cross progeny production were positively correlated
with high levels of late cross progeny production, indicating that re-
productive activity does not accelerate reproductive aging. These ﬁnd-
ings reveal novel biomarkers of C. elegans aging and indicate that some
mechanisms promote the longevity of both reproductive and somatic
function in this animal.
MATERIALS AND METHODS
Nematode methods
C. elegans were maintained as described previously (Brenner 1974;
Stiernagle 2006). Worms were cultured at 20 on 6-cm dishes with
nematode growth medium and a lawn of Escherichia coli OP50. The
WT strain (referred to as WT) was N2-Bristol (Brenner 1974), and the
following mutations were used: fer-6(hc6) I (Ward et al. 1981), lov-1
(sy582) II (Barr and Sternberg 1999), fog-2(q71) V (Clifford et al.
2000), and him-5(e1490) V (Hodgkin et al. 1979).
Cross-sectional assays
One WT L4-stage hermaphrodite was placed on a dish with three WT
L4 or young adult males (mated to WT), or 20 WT L4-stage
hermaphrodites were placed on a dish (self-fertile). After 24 hr, self-
fertile and mated hermaphrodites were transferred to fresh dishes. For
mated hermaphrodites, progeny laid on day 2 were analyzed for the
presence of males; the absence of male progeny indicated mating did
not occur, and these hermaphrodites were excluded from the analysis.
Self-fertile and mated hermaphrodites were transferred to fresh dishes
every 2 d until the end of reproduction and then every 5 d.
Longitudinal assays
One WT L4-stage hermaphrodite was placed on a dish with no males
(self-fertile), three L4 or young adult WT males (mated to WT), three
L4 or young adult lov-1(sy582); him-5(e1492) males (mated to lov-1),
or three L4 or young adult fer-6(hc6)males (mated to fer-6) (Stiernagle
2006). After 24 hr, the hermaphrodite was transferred to a fresh dish.
Co-culture with males was limited to 24 hr to minimize the physical
trauma caused by males (Gems and Riddle 1996; Hughes et al. 2007).
Hermaphrodites were transferred to fresh dishes daily until egg lay-
ing ceased and then every 5 d until death. We deﬁned the L4 stage as
day 1. For mated hermaphrodites, animals that generated only self-
progeny or switched from cross-progeny to self-progeny were ex-
cluded from the analysis (Ward and Carrel 1979; Hughes et al.
2007). For studies of fog-2(q71), fog-2(q71) females were substituted
for WT hermaphrodites.
A dissecting microscope was used to score the following pheno-
types: (1) Progeny production was measured by manual counting of
live progeny present on the surface or edge of the dish 224 d after the
hermaphrodite was removed. (2) Reproductive span was determined
by scoring the number of days a hermaphrodite generated live prog-
eny. (3) Coordinated body movement span was determined by scoring
the number of days a hermaphrodite exhibited continuous forward
movement in response to vigorous dish tapping. Animals were ob-
served for 10230 sec. (4) Pharyngeal pumping span was determined
by scoring the number of days an animal contracted its pharynx $25
times per min. Pharyngeal contractions were observed during a 10-sec
interval. (5) Life span was determined by scoring the number of days
an animal exhibited spontaneous movement or responded to prod-
ding with a platinum wire (Huang et al. 2004; Hughes et al. 2007).
Statistical analyses
Hermaphrodites or females that desiccated on the side of the dish,
died from internally hatched progeny (matricidal hatching), extruded
their intestines through their vulva (rupture), were sterile, or had
a postreproductive span of ,1 d were excluded from the ﬁnal analysis
(Huang et al. 2004; Evason et al. 2005, 2008; Hughes et al. 2007).
Distribution of each measured variable was assessed by PROC
UNIVARITE/SAS (SAS Institute, Inc. Cary, NC). When data devi-
ated severely from normal distributions, logarithmic transformation
was used to approximate the normality. Statistical comparisons be-
tween two worm groups were implemented using PROC MANOVA
(SAS Institute, Inc. Cary, NC) and further conﬁrmed by Wilcoxon’s
nonparametric tests by PROC NPAR1WAY/SAS (SAS Institute, Inc.).
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Pearson correlation was used to assess the strength of association
across different measures after log transformation of the data to ap-
proximate a normal distribution.
In ﬁve separate longitudinal trials, we analyzed a total of 72 WT
hermaphrodites that were self-fertile and a total of 272 WT
hermaphrodites mated to WT males. For WT self-fertile hermaphro-
dites, four animals died by matricidal hatching, one animal desiccated
on the side of the dish, and 67 animals were included in the ﬁnal data
set. For those mated to WT males, 84 did not mate successfully, 101
animals died by matricidal hatching, and 21 animals desiccated on the
side of the dish, ruptured, or had postreproductive spans,1 d, and 64
animals were included in the ﬁnal data set.
For WT hermaphrodites mated to lov-1(sy582); him-5(e1490)
males, a total of 16 hermaphrodites were analyzed: 2 animals died
by matricidal hatching, 1 animal desiccated on the side of the dish,
and 13 animals were included in the ﬁnal data set.
For WT hermaphrodites mated to fer-6(hc6) males, a total of 16
hermaphrodites were analyzed: 1 animal desiccated on the side of the
dish, and 15 animals were included in the ﬁnal data set.
For unmated fog-2(q71) females, a total of 96 animals were ana-
lyzed in two separate trials: 54 animals ruptured, 1 animal desiccated
on the side of the dish, and 41 animals were included in the ﬁnal data
set. For fog-2(q71) females mated to WT males, 96 animals were
analyzed in two separate trials: 3 animals desiccated on the side of
the dish, 46 animals died by matricidal hatching, 2 animals ruptured,
and 45 animals were included in the ﬁnal data set.
Age-related matricidal hatching is caused by age-related degener-
ation of the egg-laying system prior to the end of progeny production
(Pickett and Kornfeld 2013). The frequency of matricidal hatch-
ing varied in these experiments depending on the genotype and mat-
ing regimen. We previously reported an analysis of the animals in
these experiments that died due to matricidal hatching (Pickett and
Kornfeld 2013). To focus this study on animals that had complete
documentation of reproductive effort and senescent changes, we ex-
cluded animals that died by matricidal hatching from the data anal-
ysis. Thus, conclusions of this study apply only to animals that do not
display matricidal hatching. The supplemental data set displays the
outcome of every animal that was analyzed.
RESULTS
Increased progeny production caused by mating WT
hermaphrodites did not accelerate somatic aging
To determine the effects of progeny production on somatic aging, we
analyzed hermaphrodites with the identical genotype and different
levels of progeny production. We manipulated progeny production by
mating hermaphrodites to males, thereby increasing the availability of
sperm and the level of progeny production. Exposing hermaphrodites
to males has multiple effects. The desired effect is sperm transfer that
promotes progeny production, but other effects include physical
contact during copulation and transfer of seminal ﬂuid. Previous
studies examining the effects of male mating on hermaphrodite life
span indicated that continual exposure to males reduces hermaphro-
dite life span by a mechanism independent of egg production but
related to the stress of copulation (Van Voorhies 1992; Gems and
Riddle 1996). We previously determined that 24248 hr was
the minimum period of time that a hermaphrodite could be exposed
to males and still consistently receive sufﬁcient sperm for the duration
of the life span (Hughes et al. 2007). To minimize the stress of cop-
ulation and still achieve a high probability of effective sperm transfer,
we exposed hermaphrodites to males for a minimal, 24-hr period.
To examine progeny production, somatic aging and reproductive
aging in detail, we performed a longitudinal analysis that involved
serial measurements of progeny production, body movement, pha-
ryngeal pumping, and survival for each individual. Hermaphrodites
that received no sperm or only a small amount of sperm during the
24-hr mating period were recognized by self-progeny production and
excluded from the data analysis. To focus on animals that died as
a result of aging, we excluded animals that died during the
reproductive period due to internal hatching of progeny or died at
any time due to accidental causes such as desiccation on the side of the
dish; we only analyzed animals that survived past the end of the
reproductive period as documented by at least one day of post-
reproductive life span. The fate of every animal that started the
experiment is shown in the Supporting Information, File S1. As
expected, .99% of the eggs laid by mated and self-fertile animals
hatched, and the progeny developed to adulthood (Ward and Carrel
1979; Hughes et al. 2007). Consistent with previous studies, self-fertile
animals laid unfertilized oocytes and retained unfertilized oocytes in
their germlines or uteri at the end of the reproductive period, whereas
mated animals did not display these characteristics of sperm depletion
(Ward and Carrel 1979; Hughes et al. 2007). These data indicate that
mating maximizes the number of progeny an animal can generate.
Self-fertile, WT hermaphrodites generated 330 6 40 self-progeny
and displayed a reproductive span of 4.6 6 0.9 days before reproduc-
tion ceased due to sperm depletion (Figure 1, A and C and Table 1B).
After mating to WT males, WT hermaphrodites that were not sperm
limited and survived past the end of the reproductive period displayed
a brood size of 710 6 180 progeny, a 115% increase (Figure 1A and
Table 1B). Reproductive span increased to 8.86 1.8 d, a 91% increase
(Figure 1C and Table 1B). To analyze these data, we conducted four
different statistical tests: analysis of variance (ANOVA), ANOVA after
log transformation (log ANOVA), the Wilcoxon test, and the log-rank
test (see Materials and Methods). ANOVA is a parametric test based
upon the assumption that the data are sampled from a Gaussian
distribution; a log transformation improves the ﬁt of the data to
a Gaussian distribution. The Wilcoxon and log-rank tests are non-
parametric tests that are not based on an assumption about the dis-
tribution of the data. It is informative to analyze these data using
several statistical tests because measurements such as brood size
may have a different distribution in the population compared to
measurements such as aging spans. Progeny production of mated
WT animals was signiﬁcantly greater than progeny production of
self-fertile WT animals, and mated reproductive span was signiﬁcantly
longer than self-fertile reproductive span based on all four statistical
tests (pANOVA , 0.001, plog ANOVA , 0.001, pWilcoxon , 0.001,
plog-rank, 0.001) (Table 1B).
The number of self progeny generated by WT hermaphrodites in
this experiment (3306 40) was similar to the value of 327 reported by
Hodgkin and Barnes (1991) and greater than the value of 263 reported
by Hughes et al. (2007) and the value of 199 reported by Ward and
Carrel (1979). The number of mated progeny observed in this exper-
iment (710 6 180) was lower than the value of 913 reported by
Hodgkin and Barnes (1991) and greater than the value of 434 reported
by Hughes et al. (2007) and the value of 479 reported by Ward and
Carrel (1979). These differences in values might reﬂect genetic differ-
ences between WT strains due to spontaneous mutations that arise
during laboratory cultivation, epigenetic differences between WT
strains, or minor differences in culture conditions such as tempera-
ture, humidity, or nematode growth medium composition. These
differences might also reﬂect variations in the approach to data anal-
ysis; for example, here we censored animals that displayed matricidal
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hatching, whereas animals that displayed matricidal hatching may
have been included in some data sets.
To determine the effect of altering progeny production on somatic
aging, we compared the spans of time self-fertile and mated WT
hermaphrodites displayed coordinated body movement, pharyngeal
pumping, and survival (see Materials and Methods) (Huang et al.
2004). For animals that died as a result of aging, the mean body
movement span was decreased 8% in mated animals: 7.1 6 2.1 d for
mated animals and 7.7 6 2.2 d for self-fertile animals (pANOVA = 0.16,
plog ANOVA = 0.14, pWilcoxon = 0.12, and plog-rank = 0.20) (Figure 1E and
Table 1B). The mean pharyngeal pumping span was increased 3% in
mated animals: 11.9 6 2.4 d for mated animals and 11.6 6 3.8 d for
self-fertile animals (pANOVA = 0.62, plog ANOVA = 0.28, pWilcoxon = 0.45,
plog-rank = 0.35) (Figure 1G and Table 1B). The mean life span was
decreased 9% in mated animals: 15.6 6 3.3 d for mated animals and
17.16 5.8 d for self-fertile animals (pANOVA = 0.08, plog ANOVA = 0.23,
pWilcoxon = 0.40, and plog-rank = 0.014) (Figure 1I and Table 1B). The
maximum life span was not analyzed because the sample size did not
support a rigorous statistical analysis of this trait. The differences be-
tween mated and self-fertile animals in pharyngeal pumping span and
body movement span were not signiﬁcant based on all four statistical
tests. The life span difference was not signiﬁcant based on three statis-
tical tests, although the log-rank test indicated the difference is signif-
icant using P , 0.05 as the standard. We interpret this life span
Figure 1 Increased progeny production in mated
animals did not accelerate somatic aging. (A, B) Live
progeny production, (C, D) reproductive span, (E, F)
coordinated body movement span, (G, H) pharyngeal
pumping span, and (I, J) life span were quantiﬁed for
mated and self-fertile WT hermaphrodites and mated
and unmated fog-2(q71) females analyzed using a lon-
gitudinal study design. The data in (A), (B), (I), and (J)
were reported in Pickett and Kornfeld (2013).
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difference as a trend that was not clearly statistically signiﬁcant. The size
of these samples, 64 mated hermaphrodites and 67 self-fertile hermaph-
rodites, provided at least 80% statistical power to detect a 15% mean
difference in body movement span (61.08 d), pharyngeal pumping
span (61.60 d), and life span (62.37 d). This power analysis indicates
these data sets are large enough to detect relatively small differences in
somatic aging spans.
To further analyze the life span of mated and self-fertile her-
maphrodites, we conducted a cross sectional study. Self-fertile and
mated hermaphrodites were analyzed by transferring animals to fresh
dishes every two days until progeny production ceased and then
monitoring survival. WT hermaphrodites were mated to WT males
for 24 hr, and animals that generated male cross progeny the next day
and did not subsequently die as a result of matricidal hatching were
evaluated for life span. The mean life span of mated hermaphrodites
(15.2 6 3.8 d) was 6% shorter than the mean life span of self-fertile
hermaphrodites (16.26 3.3 d) (Figure 2 and Table 1A). The mean life
spans of self-fertile and mated hermaphrodites were not signiﬁcantly
different using P, 0.05 as the standard (pANOVA = 0.11, plog ANOVA =
0.08, pWilcoxon = 0.14, plog-rank = 0.24). Similar to the results of the
longitudinal study, in this cross sectional study the mated hermaph-
rodites displayed a life span that was slightly shorter than self-fertile
hermaphrodites, but in this trial the difference was not signiﬁcant
according to any of the statistical tests. We interpret this life span
difference as a trend that was not clearly statistically signiﬁcant.
Mated and self-fertile WT hermaphrodites generated similar
numbers of progeny for the ﬁrst 2 d of adulthood; by contrast, mated
WT hermaphrodites generated signiﬁcantly more progeny than self-
fertile hermaphrodites on days 3210 (Figure 1A). These data suggest
that substantially increasing the level of progeny production late in the
reproductive period does not substantially alter somatic aging in WT
hermaphrodites.
n Table 1 Summary statistics for reproduction and aging assays
Mean ANOVAa Log-ranka log ANOVAb Wilcoxonb
A: Summary statistics for life span of WT animals, cross-sectional
Life spanc
Mated 15.2 6 3.8 0.1106 0.2386 0.0774 0.1366
Self-fertile 16.2 6 3.3
B: Summary statistics for WT animals, longitudinal
Brood sizec
Mated 710 6 180 ,0.001 ,0.001 ,0.001 ,0.001
Self-fertile 330 6 40
Reproductive spanc
Mated 8.8 6 1.8 ,0.001 ,0.001 ,0.001 ,0.001
Self-fertile 4.6 6 0.9
Movement spanc
Mated 7.1 6 2.1 0.1601 0.1991 0.1354 0.1184
Self-fertile 7.7 6 2.2
Pumping spanc
Mated 11.9 6 2.4 0.6162 0.3481 0.2814 0.4549
Self-fertile 11.6 6 3.8
Life spanc
Mated 15.6 6 3.3 0.0809 0.0137 0.2309 0.3967
Self-fertile 17.1 6 5.8
C: Summary statistics for fog-2(q71) animals, longitudinal
Brood sizec
Mated 630 6 180 N/Ad N/Ad N/Ad N/Ad
Unmated 0 6 0
Reproductive spanc
Mated 7.7 6 2.3 N/Ad N/Ad N/Ad N/Ad
Unmated 0 6 0
Movement spanc
Mated 5.8 6 1.9 0.3062 0.2701 0.3561 0.3381
Unmated 5.4 6 1.7
Pumping spanc
Mated 11.3 6 3.3 0.1549 0.4617 0.0938 0.0722
Unmated 10.2 6 3.9
Life spanc
Mated 16.3 6 4.6 0.0664 0.1787 0.0443 0.0359
Unmated 14.4 6 4.9
Summary statistics for self-fertile WT hermaphrodites and WT hermaphrodites mated to WT males and evaluated in a (A) cross-sectional study or (B) longitudinal study,
and (C) unmated fog-2(q71) females and fog-2(q71) females mated to WT males evaluated in a longitudinal study. The number of animals analyzed was (A) mated =
54, self-fertile = 81, (B) mated = 64, self-fertile = 67, and (C) mated = 45, unmated = 41. The brood size and life spans of self-fertile and mated WT hermaphrodites
analyzed longitudinally and mated fog-2(q71) females were reported in Pickett and Kornfeld (2013). ANOVA, analysis of variance; WT, wild type; N/A, not available.
a
P values for univariate ANOVA or log-rank analysis.
b
To approximate normal data distribution, we conducted ANOVA after log transformation of the data (log ANOVA) and the nonparametric Wilcoxon test.
c
Brood size is measured as total progeny production. Spans are measured in days. All values are mean 6 SD.
d
ANOVA and Wilcoxon tests are not appropriate for these comparisons given the 0 values for unmated fog-2(q71) brood size and reproductive span. t-tests indicate
P , 0.001.
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Increased progeny production caused by mating
self-sterile fog-2 hermaphrodites did not accelerate
somatic aging
To analyze hermaphrodites that do not display progeny production
early or late in the reproductive period, we compared unmated fog-2
(q71) females with fog-2(q71) females mated to WT males. Unmated
fog-2(q71) females generate no self-sperm, lay very few unfertilized
oocytes since the ovulation signal from sperm is missing, and produce
no self progeny (McCarter et al. 1999). Mated fog-2(q71) females
generate a similar number of cross progeny as mated WT hermaph-
rodites (Clifford et al. 2000) and may have altered physiology as a re-
sult of germline activity. As described for WT animals, we excluded
animals that died because of internal hatching of progeny or acciden-
tal causes; we only analyzed mated animals that survived past the
end of the reproductive period as documented by at least one day
of postreproductive life span. Unmated fog-2(q71) females generated
no progeny, whereas fog-2(q71) females mated to WTmales generated
630 6 180 progeny (Figure 1B and Table 1C). Unmated fog-2(q71)
females displayed a reproductive span of 0 d, whereas fog-2(q71)
females mated to WT males displayed a mean reproductive span of
7.7 6 2.3 d (Figure 1D and Table 1C). Because unmated fog-2(q71)
animals do not generate any progeny, a one-sample t-test, not
ANOVA or Wilcoxon, is appropriate for determining statistical sig-
niﬁcance. Mated fog-2(q71) females generated signiﬁcantly more prog-
eny (pt-test , 0.001) and reproduced for a signiﬁcantly longer period
of time (pt-test , 0.001) than unmated fog-2(q71) females (Table 1C).
To determine whether progeny production affected somatic aging
in fog-2(q71) females, we compared the body movement, pharyngeal
pumping, and life spans of mated and unmated fog-2(q71) animals.
The mean body movement span was increased 7% in mated animals:
5.8 6 1.9 d for mated animals and 5.4 6 1.7 d for unmated animals.
The difference was not signiﬁcant based on all four tests (pANOVA =
0.31, plog ANOVA = 0.36, pWilcoxon = 0.34, and plog-rank = 0.27; Figure 1F
and Table 1C). The mean pharyngeal pumping span was increased
11% in mated animals: 11.36 3.3 d for mated animals and 10.26 3.9
d for unmated animals. The difference was not signiﬁcant on the basis
of all four tests (pANOVA = 0.15, plog ANOVA = 0.09, pWilcoxon = 0.07,
and plog-rank = 0.46) (Figure 1H and Table 1C). The mean life span
was increased 13% in mated animals: 16.3 6 4.6 d for mated animals
and 14.4 6 4.5 d for unmated animals. The difference was signiﬁcant
based on two statistical tests (plog ANOVA = 0.04, and pWilcoxon = 0.04)
and was not signiﬁcant based on two statistical tests (pANOVA = 0.07
plog-rank = 0.18) (Figure 1J and Table 1C). Thus, there was a trend
toward a longer life span in mated animals, but this difference was
not clearly statistically signiﬁcant. The size of these samples, 45 mated
animals and 41 unmated animals, provided at least 80% statistical power
to detect a 20% mean difference in body movement span (61.12 days),
pharyngeal pumping span (62.23 d), and life span (62.82 d). This
power analysis indicates our data sets are large enough to detect rela-
tively small differences in somatic aging spans. Together, these data
indicate that the physiological differences caused by male mating, in-
cluding signiﬁcantly increased levels of early and late progeny produc-
tion, did not accelerate somatic aging in fog-2(q71) hermaphrodites.
In addition to allowing a comparison of genetically identical
animals that generated different numbers of progeny as a result of
male mating, these data can be used to compare unmated fog-2(q71)
animals that generated no progeny with self-fertile WT animals that
generated 3306 40 self progeny early in the reproductive period. This
comparison does not involve the variable of male mating. Self-fertile
WT animals displayed small but statistically signiﬁcant extensions of
mean body movement span (pANOVA , 0.001, plog ANOVA , 0.001,
and pWilcoxon , 0.001), pharyngeal pumping span (pANOVA = 0.06,
plog ANOVA = 0.03, and pWilcoxon = 0.03), and life span (pANOVA = 0.02,
plog ANOVA = 0.01, and pWilcoxon = 0.02) (Figure 1, E2J and Table 1).
These data indicate that high levels of progeny production early in the
reproductive period do not accelerate somatic aging and may even
delay somatic aging; however, differences between WT animals and
fog-2(q71) animals could reﬂect pleiotropic effects of the fog-2 muta-
tion in addition to reduced progeny production.
Progeny production and somatic aging were positively
correlated in mated WT hermaphrodites
WT animals were analyzed using a longitudinal study design, a method
characterized by repeated measurements of a speciﬁc trait on the same
individual (Miller 1997; Huang et al. 2004). Longitudinal studies take
advantage of variation among individuals, and it is relevant to consider
the underlying basis for this variation. Because WT C. elegans are
genetically identical, the differences cannot be attributed to genetic
variation. One possible source of variation is stochastic differences
during development and adult life, which have been suggested to cause
individual variation in aging systems (Sozou and Kirkwood 2001;
Herndon et al. 2002; Kirkwood et al. 2005; Shoyama et al. 2007). A
second possible source is variable environmental exposures; although
all the animals were cultured on agar dishes with a lawn of E. coli,
these dishes do not have a uniform surface, and animals may spend
more or less time in slightly different environments. Each individual
was monitored daily for progeny production, coordinated body move-
ment, pharyngeal pumping, and survival. Since these measurements
were made non-invasively, we were able to collect a complete data set
for each individual and exclude individuals that died prematurely from
causes not related to aging. To analyze these data, we used the Pearson
correlation analysis after log transformation of the data to approxi-
mate a normal data distribution. A score of +1 indicates a perfect
positive correlation, a score of -1 indicates a perfect negative correla-
tion, and a score of 0 indicates no correlation (Kendall and Gibbons
1990). A positive correlation indicates that the two traits share a com-
mon regulatory mechanism or are connected by a causal pathway.
If progeny production causes an acceleration of somatic aging,
then longitudinal studies are predicted to reveal a negative correlation
between progeny production and somatic aging. In contrast to this
Figure 2 Self-fertile and mated WT hermaphrodites displayed similar
life spans. Survival curves for WT hermaphrodites that were self fertile
or mated to WT males for 24 hr on day 1 of adulthood and analyzed
using a cross sectional study design.
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prediction, the brood size of mated WT hermaphrodites was positively
and signiﬁcantly correlated with reproductive (r = 0.65), body
movement (r = 0.43), pharyngeal pumping (r = 0.41), and life (r =
0.28) spans (Figure 3, Table 2, and Table S1). Furthermore, the mated
reproductive span was positively and signiﬁcantly correlated with pha-
ryngeal pumping span (r = 0.25) (Table 2 and Table S1). The mated
reproductive span was also positively correlated with the body move-
ment and life spans, although not statistically signiﬁcant. These data
indicate that mated animals with larger broods have longer reproduc-
tive periods. Furthermore, mated animals with larger broods move,
pump, and live longer than those with smaller broods, indicating that
total brood size in mated animals is predictive of somatic aging.
The brood size of self-fertile WT animals was not signiﬁcantly
correlated with reproductive span, body movement span, pharyngeal
pumping span or life span (Figure 3, Table 2, and Table S1). Consis-
tent with our previous results, the self-fertile reproductive span was
not signiﬁcantly correlated with body movement, pharyngeal pump-
ing, or life spans (Table 2 and Table S1) (Huang et al. 2004). Self-
fertile hermaphrodites generate small broods as a result of sperm
depletion, and they are an important control demonstrating that pos-
itive correlations are not inherent in our study design.
In self-fertile animals, the body movement, pharyngeal pumping,
and life spans were positively and signiﬁcantly correlated with one
another (Table 2 and Table S1). Mated hermaphrodites displayed a sim-
ilar pattern, although the positive correlation between body movement
and life span was not statistically signiﬁcant. These results indicate that
age-related declines in body movement, pharyngeal pumping, and sur-
vival may share a common mechanism (Huang et al. 2004).
Compared with self-fertile animals, mated hermaphrodites were
exposed to WT males for one day to acquire male sperm in order to
increase progeny production. To test the possibility that exposure to
males or the act of copulation has an effect independent of increased
progeny production, we conducted longitudinal studies of WT
hermaphrodites mated to lov-1(sy582) or fer-6(hc6) males. lov-1
(sy582) males initiate the mating ritual but rarely transfer sperm (Barr
and Sternberg 1999), whereas fer-6(hc6) males copulate with the her-
maphrodite and transfer seminal ﬂuid, but do not transfer functional
sperm (Ward et al. 1981; Gems and Riddle 1996). The brood size,
pharyngeal pumping span, and life span of WT hermaphrodites
mated to lov-1(sy582) or fer-6(hc6) males were not signiﬁcantly dif-
ferent from self-fertile hermaphrodites, whereas the reproductive span
was slightly reduced (Table 3). A Pearson correlation analysis showed
that progeny production in hermaphrodites mated to lov-1(sy582) or
fer-6(hc6)males was not signiﬁcantly correlated with body movement,
pharyngeal pumping, or life spans (Table 2). Therefore, contact with
males, the act of copulation, and transfer of seminal ﬂuid were not
sufﬁcient to substantially change the pattern of correlations between
brood size and somatic aging observed in self-fertile hermaphrodites.
Progeny production on speciﬁc days was positively
correlated with life span
Cumulative progeny production from day 1 to 11 was positively
correlated with delayed somatic aging in mated hermaphrodites. To
determine the earliest time that cumulative progeny production
beginning on day 1 is correlated with delayed somatic aging, we
conducted Pearson correlation analyses after log transformation of the
data to approximate a normal data distribution. Cumulative progeny
production of mated WT hermaphrodites was positively correlated
with body movement, pharyngeal pumping and life spans for every
day of the reproductive period (Table 4 and Table S2). The values
were statistically signiﬁcant for body movement span starting on day 1
(r = 0.4120.52), for pharyngeal pumping span starting on day 2 (r =
0.3420.41), and for life span starting on day 4 (r = 0.2720.30) (Figure
4A, Table 4, and Table S2). Most of these positive correlations were
also signiﬁcant (P, 0.05) after the stringent Bonferroni correction for
multiple comparisons was applied. These data indicate that cumula-
tive progeny production after 4 d is a positive predictor of body
movement, pharyngeal pumping, and life spans. In contrast, the cu-
mulative progeny production of self-fertile animals was not signiﬁ-
cantly correlated with body movement, pharyngeal pumping, or life
span on any day (Figure 4A; Table 4, and Table S2). These data
indicate that the positive correlations observed in mated animals
Figure 3 Increased brood size was
correlated with delayed somatic aging
in mated hermaphrodites. Scatter
plots comparing brood size with re-
productive and somatic aging in
mated (closed circle) and self-fertile
(open circle) WT hermaphrodites. Each
data point represents the brood size
and (A) reproductive span, (B) body
movement span, (C) pharyngeal
pumping span, and (D) life span for
an individual animal. Pearson correla-
tion coefﬁcients are denoted by r
values. P , 0.05. Number of animals:
WT self-fertile = 67, WT mated = 64.
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reﬂect a speciﬁc relationship between high levels of progeny produc-
tion early in life and longevity.
We determined whether progeny production on individual days
was predictive of somatic aging. A Pearson correlation analysis
demonstrated progeny production of mated animals on days 1, 2, 3,
and 4 was signiﬁcantly positively correlated with body movement span
(r = 0.3720.53); mated progeny production on days 2, 3, 4, 5, 6, 9, and
10 was signiﬁcantly positively correlated with pharyngeal pumping
span (r = 0.2620.37); and mated progeny production on days 2, 4,
and 5 was signiﬁcantly positively correlated with life span (r =
0.2520.30) (Figure 4B, Table 5, and Table S3). Six of these 14 positive
correlations also were signiﬁcant (P , 0.05) after the Bonferroni cor-
rection for multiple comparisons was applied. By contrast, daily prog-
eny production of self-fertile animals was not signiﬁcantly correlated
with life span or other measures of somatic aging (Figure 4B, Table 5,
and Table S3). These data indicate that the number of progeny gen-
erated by mated C. elegans hermaphrodites on several days is an early
biomarker that is a positive predictor of delayed somatic aging.
One interpretation of the positive correlations between progeny
production and somatic aging spans is that mated animals that live
longer have more time to generate progeny. For this interpretation to
be valid, some animals must die during the reproductive period. To
exclude this interpretation, we only analyzed mated animals that
survived beyond the reproductive period. Furthermore, we observed
that cumulative progeny production on days 124 was positively cor-
related with the body movement, pharyngeal pumping, and life spans,
whereas the ﬁrst animal in this group died on day 8. Thus, these
positive correlations cannot be attributed to longer-lived animals hav-
ing more time to generate progeny.
Early progeny production was positively correlated
with late progeny production
To test the relationship between early and late reproduction in
individuals, we used Pearson correlations to analyze these character-
istics. Mated animals produce ~25% of total progeny on days 122 and
,5% on days 9211. Comparing cumulative progeny production on
days 122 with days 9211 by Pearson correlation analysis revealed
a signiﬁcant positive correlation (r = 0.33) (Figure 5A, Table 6, and
Table S4). To determine how the selection of speciﬁc days for early
and late reproduction affected this relationship, we analyzed early
reproduction deﬁned as cumulative progeny production on days
122, 123, 124, or 125 with late reproduction deﬁned as cumulative
progeny production on days 6211, 7211, 8211, 9211, or 10211. All
20 Pearson correlation values were positive; 17 values were signiﬁcant
based on the standard statistical test (r = 0.3020.58), and 15 of these
values were statistically signiﬁcant after applying the Bonferroni cor-
rection for multiple comparisons (Table 6 and Table S4). These results
indicate that there is a robust positive correlation between early and
late reproduction that is independent of the precise deﬁnition of early
and late.
To further evaluate the relationships between early and late
reproduction, we used an independent approach to analyze these data.
Animals were divided into three groups—top, middle, and lower
thirds—on the basis of total progeny production. The group with the
greatest levels of early reproduction also displayed the highest levels of
late reproduction, whereas the group with the lowest level of early
progeny production also displayed the lowest levels of late reproduction
(Figure 5B). These data demonstrate that early and late progeny pro-
duction are positively correlated and indicate that lower levels of early
progeny production do not promote high levels of late reproduction.
DISCUSSION
High levels of progeny production were positively
correlated with extended reproductive span and life
span in mated hermaphrodites
Longitudinal studies are a powerful approach to deﬁne the relation-
ships between age-related changes and other life-history traits. We
previously used longitudinal studies to demonstrate that multiple
somatic aging traits, including coordinated body movement span,
n Table 2 Pearson correlation values for WT hermaphrodites
RS MS PS LS
Self-fertilea
Brood 0.09 (0.455) 20.05 (0.670) 20.15 (0.229) 20.17 (0.174)
RS 2 20.08 (0.530) 20.06 (0.635) 20.03 (0.837)
MS 2 2 0.55 (,0.001) 0.44 (,0.001)
PS 2 2 2 0.86 (,0.001)
Mated to a WTa
Brood 0.65 (,0.001) 0.43 (,0.001) 0.41 (,0.001) 0.28 (0.023)
RS 2 0.15 (0.226) 0.25 (0.049) 0.11 (0.403)
MS 2 2 0.40 (,0.001) 0.21 (0.088)
PS 2 2 2 0.87 (,0.001)
Mated to a lov-1(sy582)a
Brood 0.15 (0.585) 0.30 (0.275) 20.14 (0.625) 0.02 (0.930)
RS 2 0.22 (0.438) 0.48 (0.068) 0.50 (0.060)
MS 2 2 0.44 (0.105) 0.70 (0.004)
PS 2 2 2 0.88 (,0.001)
Mated to a fer-6(hc6)a
Brood 0.36 (0.220) 20.17 (0.580) 0.04 (0.900) 0.12 (0.697)
RS 2 20.38 (0.198) 20.21 (0.487) 20.30 (0.325)
MS 2 2 0.54 (0.057) 0.52 (0.071)
PS 2 2 2 0.90 (,0.001)
Each line shows the Pearson correlation value (r) between the two indicated life-history traits. P values are shown in parentheses. Values in bold
indicate the data depicted in Figure 3. WT, wild type; RS, reproductive span; MS, body movement span; PS, pharyngeal pumping span; LS, life
span; brood, total number of live progeny.
a
WT hermaphrodites were self-fertile (unmated) or mated to WT, lov-1(sy582), or fer-6(hc6) males.
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pharyngeal pumping span, and life span, are positively correlated in
self-fertile C. elegans hermaphrodites (Huang et al. 2004). We also
demonstrated that the self-fertile reproductive span was not an accu-
rate measure of reproductive aging because self-fertile animals cease
progeny production as a result of sperm depletion (Hughes et al.
2007). By contrast, mated reproductive span is an indication of re-
productive aging, because mated hermaphrodites are not sperm lim-
ited and cease progeny production as a result of age-related
degeneration of the reproductive system (Ward and Carrel 1979;
Hughes et al. 2007). Here we used longitudinal studies to deﬁne rela-
tionships between progeny production, reproductive aging, and so-
matic aging in mated WT C. elegans hermaphrodites that were not
sperm limited. All of the animals that we analyzed survived beyond the
time of reproductive cessation, so all of these animals displayed a com-
plete age-related decline of progeny production. If progeny production
causes age-related degeneration of the reproductive system, then ani-
mals that generate more progeny are predicted to have accelerated
reproductive aging and a shorter reproductive span. However, our
data revealed a positive correlation between progeny production and
reproductive span2mated animals that generated the most cross prog-
eny also reproduced for the longest period. This positive correlation
indicates that either high levels of progeny production cause extended
reproduction or a common cause promotes both processes.
Total progeny production of mated hermaphrodites was also
positively correlated with body movement span, pharyngeal pumping
span, and life span. Thus, mated animals that generated more cross
progeny displayed longer periods of body movement, pharyngeal
pumping, and survival. These ﬁndings indicate that progeny pro-
duction does not cause somatic aging; to the contrary, either high
levels of cross-progeny production extend health span or a common
mechanism mediates progeny production and health span. Consistent
with these results, our data revealed that reproductive aging, as
measured by reproductive span, was positively correlated with somatic
aging, as measured by pharyngeal pumping span. Overall, the results
indicate that there is a positive relationship between high levels of
progeny production, delayed reproductive aging, and delayed somatic
aging—mated animals that generated more cross progeny reproduced
and lived longer than mated animals that generated fewer cross
progeny.
Relationships between progeny production and somatic aging have
been analyzed in a variety of conditions. Studies examining progeny
production in self-fertile hermaphrodites (Klass 1977; Chen et al.
2007) and brieﬂy mated hermaphrodites (Gems and Riddle 1996)
indicated life span was not correlated with brood size. Consistent with
these ﬁndings, we observed no correlation between brood size and life
span in self-fertile hermaphrodites. Relationships between reproduc-
tive aging and somatic aging have also been analyzed in self-fertile
hermaphrodites. In self-fertile, WT hermaphrodites (Huang et al.
2004) or recombinant inbred C. elegans lines (Johnson 1987) the
self-fertile reproductive span was not correlated with various measures
of somatic aging, including life span. Consistent with these studies, we
observed that the reproductive span was not consistently correlated
with the life span of self-fertile hermaphrodites.
In contrast to self-fertile animals, mated hermaphrodites displayed
positive correlations between brood size and life span and between
reproductive span and life span. What accounts for this difference
between self-fertile and mated hermaphrodites? The likely reason is
that brood size and reproductive span in self-fertile animals are
a reﬂection of sperm depletion, whereas brood size and reproductive
span in mated hermaphrodites are a reﬂection of reproductive aging.
Thus, studies of self-fertile animals do not detect underlying relation-
ships between reproduction and aging that are apparent in mated
hermaphrodites.
A common mechanism regulates reproduction
and longevity
Two basic models can explain the positive correlation between high
levels of progeny production and delayed somatic aging: (1) progeny
production causes health-span extension or (2) a common cause
mediates high levels of progeny production and health span extension.
For example, an endocrine factor might be a common mediator of
progeny production and life span. To distinguish between these
models, we manipulated levels of progeny production by controlling
sperm availability. For WT animals, self-fertile hermaphrodites that
generated about 330 progeny and mated hermaphrodites that
generated ~710 progeny displayed similar age-related declines in
somatic function. For fog-2(q71) animals that do not self fertilize,
unmated females that generated no progeny and mated females that
generated ~630 progeny displayed similar age-related declines in so-
matic function. If progeny production caused life-span extension, then
mated animals should live longer than unmated animals. Our results
are not consistent with this prediction, suggesting that a common cause
mediates reproduction and longevity. Our data do not identify the
common cause, but it cannot be a genetic difference because the lon-
gitudinal studies were conducted with genetically identical individuals.
Thus the common cause may be related to environmental differences
experienced by individuals or stochastic events that occur during de-
velopment and/or adulthood that ultimately affect viability (Sozou and
Kirkwood 2001; Herndon et al. 2002; Kirkwood 2005; Shoyama et al.
2007). These results provide a foundation for future studies to elucidate
the common cause linking reproduction and longevity.
Progeny production does not accelerate somatic aging
in mated C. elegans hermaphrodites
Because some theories of aging postulate that reproduction causes
age-related degeneration, an important issue in aging research is
determining experimentally how reproduction affects reproductive
and somatic aging. Several approaches have been used to address this
issue in C. elegans, an important model organism for studies of aging.
One approach is to compare sterile mutant animals to fertile, WT
animals. If progeny production accelerates somatic aging, then sterile
mutant animals are predicted to display an extended life span. How-
ever, sterile mutant animals that are defective in sperm production
(Klass 1977; Kenyon et al. 1993; Arantes-Oliveira et al. 2002), or in
which oocyte precursor cells undergo apoptosis (Arantes-Oliveira
et al. 2002) display similar life spans to fertile WT animals. Here we
n Table 3 Summary statistics of WT hermaphrodites mated
to mutant males
Brood RS MS PS LS Na
Self-fertile 330 6 40 4.6 6 0.9 7.7 6 2.2 11.6 6 3.8 17.1 6 5.8 67
lov-1b 340 6 30 3.6 6 0.5 6.0 6 1.1 12.2 6 4.4 17.2 6 7.0 13
fer-6b 320 6 30 3.2 6 0.4 6.7 6 2.5 12.4 6 3.6 17.8 6 6.5 15
Values represent the mean 6 SD. Brood size is measured in number of progeny.
Spans are measured in days. The self-fertile data are the same as in Table 1. WT,
wild type; brood, total number of live progeny; RS, reproductive span; MS, body
movement span; PS, pharyngeal pumping span; LS, life span; ANOVA, analysis
of variance.
a
Number of animals analyzed.
b
WT hermaphrodites were self-fertile or mated to lov-1(sy582) or fer-6(hc6)
males.
 P , 0.05 compared with self-fertile hermaphrodites by ANOVA.
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showed that fog-2(q71) sterile animals did not display an extended life
span compared with self-fertileWT animals, consistent with a previous
report (Arantes-Oliveira et al. 2002). These results suggest that prog-
eny production may not accelerate C. elegans aging. However, a caveat
to this interpretation is that these mutations may have effects in
addition to sterility, and these pleiotropic effects might abrogate a life
span extension. In contrast, sterile animals that are defective in germ-
line stem cell proliferation display an extended life span compared to
WT animals (Arantes-Oliveira et al. 2002), as do spe-26 mutant ani-
mals that are defective in sperm production (Van Voorhies 1992).
These results suggest that progeny production may accelerate aging.
This interpretation is supported by the numerous ﬁndings that muta-
tions that extend life span also reduce progeny production (Chen et al.
2007; Kenyon 2010). However, a caveat to this interpretation is that
the mutations may reduce fertility but cause independent pleiotropic
effects that promote life-span extension.
To address these interpretation issues, Kenyon and colleagues in-
duced sterility by laser ablation of the germline stem cells and/or the
somatic gonad in genetically identical animals (Kenyon et al. 1993;
Hsin and Kenyon 1999; Arantes-Oliveira et al. 2002). These studies
indicated that sterile, gonad-ablated animals have a WT life span,
suggesting that progeny production does not accelerate aging. Fur-
thermore, ablation of the germline stem cells in animals with an intact
somatic gonad sterilizes animals and extends life span. These data led
to the model that the germline stem cells are the source of a signal that
accelerates aging, whereas the somatic gonad is the source of a signal
that delays aging (Hsin and Kenyon 1999). Furthermore, Gems and
Riddle (1996) analyzed hermaphrodite life span when co-cultured
with males and concluded that the physical stress of mating, not in-
creased gamete production, reduced hermaphrodite life span. These
data led to the conclusion that there is no apparent trade-off between
longevity and increased egg production.
Here, we show that increasing progeny production by manipulat-
ing sperm availability did not substantially alter life span. First, self-
fertile WT hermaphrodites that generated progeny early in the
reproductive period but no progeny late in the reproductive period
were compared with mated, WT hermaphrodites that generated
progeny early and late in the reproductive period. Although the mated
hermaphrodites generated an average of 380 more progeny than self-
fertile hermaphrodites, the mean body movement span, pharyngeal
pumping span, and life span were similar. Second, sterile, unmated
fog-2(q71) females that generated no progeny were compared with
mated fog-2(q71) females that generated progeny early and late in
the reproductive period. Although the mated animals generated an
average of 630 progeny, the mean body movement span, pharyngeal
pumping span and life span were similar to sterile animals. By com-
paring genetically identical animals, in these experiments we over-
come the limitation of interpreting differences between sterile
mutant animals and WT control animals. We also compared sterile,
unmated fog-2(q71) females that generated no progeny with self-fertile
WT hermaphrodites that produced progeny early in the reproductive
period but no progeny late in the reproductive period. Although WT
animals generated an average of 330 progeny, this strain did not
display a shortened life span compared with fog-2 animals that gen-
erated no progeny. These results indicate that progeny production
does not accelerate or retard age-related changes that control longev-
ity. These ﬁndings are consistent with the longitudinal studies show-
ing that progeny production is positively correlated with longevity.
To focus on animals that completed reproduction and died as
a result of age-related degeneration, we excluded animals that died
during the reproductive period as a result of matricidal hatching.
Matricidal hatching occurs when egg laying is delayed and larvae
hatch internally, leading to the death of the hermaphrodite. Matricidal
hatching is infrequent in self-fertile hermaphrodites but frequently
affects mated hermaphrodites (Pickett and Kornfeld 2013), and thus
a substantial number of mated hermaphrodites were excluded based
on this criterion. Therefore, the conclusions of this study apply to the
subset of the population that escaped matricidal hatching.
Progeny production is an early-life predictor of delayed
somatic aging
The identiﬁcation of biomarkers of aging is an important goal of aging
research because biomarkers can facilitate experimental work, help
elucidate mechanisms of age-related degeneration, and are useful for
preventative treatment strategies. Several biomarkers of C. elegans
hermaphrodite aging have been described, including the extent of
muscle degeneration, increased cuticle and yolk generation (Herndon
et al. 2002), the accumulation of age pigments (Gerstbrein et al. 2005),
expression patterns of speciﬁc microRNAs (Pincus et al. 2011), and
the level of induction of Phsp-16.2::GFP in response to heat shock on
day 1 of adulthood (Rea et al. 2005). We previously used longitudinal
studies, a rigorous method to determine predictive measures of life
span, to demonstrate that fast body movement span (mean 8.2 6 1.7
d), fast pharyngeal pumping span (mean 8.16 2.1 d), and pharyngeal
pumping span (mean 11.3 6 3.0 d) are predictive of life span in self-
fertile WT hermaphrodites (Huang et al. 2004). In the current study,
n Table 4 Pearson correlation values for cumulative progeny production
Cumulative Progeny Production (Days)
1 122 123 124 125 126 127 128 129 1210 1211
Mated
RS 0.13 0.17 0.30 0.33 0.42 0.52 0.59 0.63 0.64 0.65 0.65
MS 0.41 0.52 0.50 0.51 0.48 0.45 0.44 0.43 0.43 0.43 0.43
PS 0.21 0.34 0.35 0.38 0.39 0.40 0.40 0.41 0.41 0.41 0.41
LS 0.13 0.22 0.23 0.27 0.29 0.30 0.29 0.28 0.28 0.28 0.28
Self-fertile
RS 20.19 20.27 0.00 0.05 0.07 0.09 0.09 2 2 2 2
MS 20.08 0.02 20.04 20.05 20.05 20.05 20.05 2 2 2 2
PS 20.11 20.07 20.16 20.14 20.14 20.15 20.15 2 2 2 2
LS 20.15 20.12 20.18 20.16 20.16 20.17 20.17 2 2 2 2
Numbers are the Pearson correlation value between the indicated span and the cumulative progeny production during the indicated days. RS,
reproductive span; MS, body movement span; PS, pharyngeal pumping span; LS, life span.
 P , 0.05.
 P , 0.05 after Bonferroni correction.
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we demonstrated that cumulative progeny production, which can be
scored on day 11, was predictive of somatic aging in mated hermaph-
rodites. Furthermore, cumulative progeny production through day 4
and progeny production on days 2, 4, and 5 alone were predictive of
life span. These results are a signiﬁcant advance in two ways. First,
reproductive function has not been previously reported to be predic-
tive of life span in C. elegans, and we are not aware of this relationship
being described for other animals. Thus, the longitudinal study ap-
proach has revealed a novel understanding of a function that is related
to longevity. Second, progeny production prior to day 5 is an early life
event that can be scored before the body movement and pharyngeal
pumping spans.
The utility of biomarkers is affected by several factors including
ease of scoring, stage of scoring during the life span, and robustness of
correlation with life span. Limitations of using cross progeny
production as a biomarker include the need to mate hermaphrodites
to males, which is a limitation because aging studies in C. elegans
frequently are conducted with self-fertile animals, and the need to
count progeny for one or more days. Nevertheless, this biomarker
may be useful under speciﬁc circumstances.
Early progeny production did not accelerate
reproductive aging in mated C. elegans hermaphrodites
The relationships between early and late reproduction are important
to understand but have not been well deﬁned experimentally.
Extensive use of the reproductive system early in life could (1) be
an indication of the robustness of the system and/or (2) damage the
system by use-related mechanisms or resource depletion, thereby
limiting late reproduction. We previously addressed these relation-
ships by using sperm availability to manipulate the level of early
reproduction. We showed that for WT, spe-8, and fog-2 animals, the
level of early reproduction did not substantially affect the level of late
reproduction when we compared animals with identical genotypes,
leading to the conclusion that early progeny production neither ac-
celerated nor delayed reproductive aging (Hughes et al. 2007). Here,
using a longitudinal study, we observed that high levels of early prog-
eny production were positively correlated with high levels of late
progeny production. These data support the model that early progeny
production does not cause a reduction of late progeny production,
consistent with the conclusions of our previous work (Hughes et al.
2007). Mendenhall et al. (2011) observed that WT animals that were
self-fertile early in life and mated late in life generated fewer late cross
progeny than fog-2(q71) females that were sterile early in life and
mated late in life, leading to the conclusion that self-progeny pro-
duction early in life reduces the ability of animals to generate cross-
progeny late in life. The longitudinal analysis of genetically identical
animals described here is a different approach than comparing genet-
ically identical animals that differ by sperm availability (Hughes et al.
2007) or comparing two different genotypes (Mendenhall et al. 2011).
Thus, these results make a unique contribution to the experimental
data addressing the connection between early and late reproduction.
The positive correlation between high levels of early and late
reproduction indicates that these two processes are linked in a causal
sequence or share a common cause. Although our data do not
establish the basis for this correlation, it is instructive to consider one
example of a common cause model: greater levels of male sperm may
be a common cause that promotes higher levels of early and late
progeny production. Although this study did not involve a measure-
ment of male sperm levels in mated hermaphrodites, the study design
did ensure that every mated hermaphrodite had an excess of male
sperm, since hermaphrodites that reverted to using self sperm were
excluded from the data analysis. Differences in the level of early
progeny production are the result of differences in the rate of egg
laying—high-producing hermaphrodites lay eggs at a faster rate than
low-producing hermaphrodites. Ward and Carrel (1979) reported that
mated hermaphrodites and self-fertile hermaphrodites lay eggs at the
same rate early in the reproductive period. Thus, mating hermaphro-
dites to males, which increases sperm number, does not affect the rate
of egg-laying. These ﬁndings indicate that differences between indi-
vidual hermaphrodites in the amount of excess male sperm may not
be the common cause for the observed correlation. Further studies are
necessary to identify the basis for this positive correlation.
Reproductive aging is an important component
of evolutionary theories of aging
Progeny production and reproductive aging are important compo-
nents of evolutionary theories of aging, and it is useful to place our
study in the context of these theories. However, because our studies
focus on mechanistic and physiological factors, rather than genetic
changes, the results do not lead to deﬁnitive conclusions regarding
evolutionary theories of aging.
Trade-off theories are based on the assumption that reproductive
aging is a deleterious trait that reduces individual ﬁtness by reducing
progeny production. The antagonistic pleiotropy theory predicts that
mutations promoting early reproduction confer a selective advantage
even if they have late-acting deleterious effects such as reducing late
reproduction or causing reproductive and somatic aging (Williams
1957). The disposable soma theory postulates that individuals invest
metabolic resources into early reproduction at the expense of the
long-term health of reproductive and somatic tissues, which need
the same resources to prevent damage accumulation and age-related
degeneration (Kirkwood 1977). The early-acting beneﬁcial mutations
proposed by these theories are maintained in populations despite their
Figure 4 Correlations between progeny production and life span in
mated and self-fertile WT animals. Pearson rank correlation values (r)
were plotted vs. (A) cumulative progeny production or (B) single-day
progeny production. P , 0.05. Number of animals: WT self-fertile =
67, WT mated = 64.
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subsequent deleterious effects due to the diminishing effectiveness of
natural selection as reproductive individuals age (Hamilton 1966;
Charlesworth 1980). Experimental evidence interpreted as supporting
trade-off theories include (1) single-gene mutations that reduce early
progeny production and extend longevity (Walker et al. 2000; Kenyon
2010) and (2) selection experiments for enhanced late reproduction in
Drosophila that resulted in lower levels of early reproduction (Rose
and Charlesworth 1981b; Sgro and Partridge 1999).
Multilevel selection theories propose that individual reproduc-
tive restraint is an adaptive trait that regulates population density.
Reproductive restraint maximizes population stability through opti-
mization of individuals’ reproductive output to prevent overex-
ploitation of the environment (Wynne-Edwards 1962; Wade 1980).
Modeling studies propose that reproductive restraint may arise
through communication comprised of a signal indicating overcrowd-
ing and an evolved response to this signal (Werfel and Bar-Yam
2004). C. elegans communicate overcrowding through the release of
dauer pheromone (Cassada and Russell 1975; Golden and Riddle
1982, 1984), and the dauer larvae stage is nonreproductive, indicating
that aspects of this model may be relevant to C. elegans. A criticism of
multilevel selection theories is that unrestrained individuals will gen-
erate more progeny and have a selective advantage over restrained
individuals (Kirkwood 2005). However, modeling studies suggest the
emergence of unrestrained individuals is generally not a threat to
populations exhibiting reproductive restraint (Wilson 1975; Werfel
and Bar-Yam 2004). We proposed the optimal progeny number hy-
pothesis that postulates reproductive aging is a mechanism of repro-
ductive restraint, and thus an adaptive trait (Hughes et al. 2007). This
hypothesis suggests the rate of reproductive aging is selected during
evolution to achieve the optimal number of progeny for a speciﬁc
environmental niche. For example, in an environmental niche where
the optimal progeny number is high, selection will favor animals with
delayed reproductive aging.
Conversely, selection will favor animals with accelerated repro-
ductive aging if the optimal progeny number is low. In other words,
selection will favor animals that generate the optimal number of
progeny because this trait will maximize the number of animals in the
population without overexploitation of the environmental niche. The
positive correlations between reproductive and somatic aging as well
as progeny production and somatic aging reported here are consistent
with reproductive restraint and the optimal progeny number hypo-
thesis. These results are also consistent with studies of reproduction
and life span in other species, such as ants (Schrempf et al. 2005), ﬁsh
(Reznick et al. 2004), and birds (McCleery et al. 2008). Together, these
data indicate that species from a variety of taxa share the property that
individuals can increase progeny production while delaying reproduc-
tive and somatic aging.
In the present study, we demonstrate that progeny production and
life span in mated, WT C. elegans hermaphrodites are positively cor-
related under standard lab conditions. These results are consistent with
the optimal progeny number hypothesis. However, because traits
sculpted by evolution have a genetic basis, evaluating the existence
of evolutionarily derived trade-offs requires an evaluation of the un-
derlying genetic architecture (Reznick 1985). Our results are based on
studies of isogenic populations, and they do not directly test the genetic
aspects of evolutionary theories of aging. Furthermore, phenotypes
n Table 5 Pearson correlation values for daily progeny production
Daily Progeny Production (Days)
1 2 3 4 5 6 7 8 9 10 11
Mated
RS 0.13 0.15 0.41 0.29 0.54 0.79 0.90 0.89 0.80 0.67 0.53
MS 0.41 0.53 0.37 0.42 0.24 0.17 0.14 0.13 0.24 0.23 0.24
PS 0.21 0.37 0.29 0.37 0.31 0.26 0.22 0.23 0.28 0.26 0.20
LS 0.13 0.25 0.21 0.30 0.27 0.19 0.10 0.10 0.16 0.13 0.05
Self-fertile
RS 20.19 20.25 0.30 0.41 0.68 0.63 0.43 — — — —
MS 20.08 0.05 20.09 20.02 20.07 0.00 0.06 — — — —
PS 20.11 20.04 20.16 0.15 20.07 20.18 0.01 — — — —
LS 20.15 20.09 20.14 0.15 20.07 20.16 20.05 — — — —
Numbers are the Pearson correlation value between the indicated span and the daily progeny production on the indicated days. RS,
reproductive span; MS, body movement span; PS, pharyngeal pumping span; LS, life span.
 P , 0.05.
P , 0.05 after Bonferroni correction.
Figure 5 Correlations between early and late reproduction in mated
WT animals. (A) Daily progeny production of mated WT hermaphro-
dites. Brackets indicate early reproduction (days 1–2) and late repro-
duction (days 9–11) displayed a positive Pearson rank correlation
value. P , 0.05. (B) A population of mated hermaphrodites was an-
alyzed by dividing them into three groups on the basis of the total
brood size. The graphs show average daily progeny production of low-,
middle-, and high-reproducing groups. Number of animals = 64
2230 | C. L. Pickett et al.
such as progeny production and life span represent the outcomes of
complex interactions between genetic and environmental factors
(Reznick 1985). Strong environmental inﬂuences can, in principle,
mask genetic relationships among traits, so that the resulting pheno-
typic correlations are more positive than the underlying genetics dic-
tate (Lande 1982; Reznick 1985). Therefore, the results of our studies
do not directly test the genetic basis of evolutionary theories of aging.
The results suggest that a common mechanism or pathway regulates
progeny production, reproductive aging, and somatic aging in in-
dividual C. elegans hermaphrodites. The novel biomarkers of mated
animals described here—cumulative progeny production through day
4, and daily progeny production on days 2, 4, and 5—will aid future
analyses of the mechanisms regulating reproduction and aging.
ACKNOWLEDGMENTS
We thank Luke Schneider for experimental assistance and Tim Schedl
and members of the Kornfeld lab for helpful discussions and critical
comments on the manuscript. Some strains were provided by the
CGC, which is funded by NIH Ofﬁce of Research Infrastructure
Programs (P40 OD010440). Financial support was provided by the
National Science Foundation (IOB0446240), the National Institutes of
Health (RO1AG026561), and a Senior Scholar Award from the Ellison
Medical Foundation to K.K. The funders had no role in study design,
data collection and analysis, decision to publish, or preparation of the
manuscript.
LITERATURE CITED
Andux, S., and R. E. Ellis, 2008 Apoptosis maintains oocyte quality in aging
Caenorhabditis elegans females. PLoS Genet. 4: e1000295.
Arantes-Oliveira, N., J. Apfeld, A. Dillin, and C. Kenyon, 2002 Regulation
of life-span by germ-line stem cells in Caenorhabditis elegans. Science
295: 502–505.
Barr, M. M., and P. W. Sternberg, 1999 A polycystic kidney-disease gene
homologue required for male mating behaviour in C. elegans. Nature 401:
386–389.
Brenner, S., 1974 The genetics of Caenorhabditis elegans. Genetics 77: 71–94.
C. elegans Sequencing Consortium, 1998 Genome sequence of the nematode
C. elegans: a platform for investigating biology. Science 282: 2012–2018.
Cassada, R. C., and R. L. Russell, 1975 The dauerlarva, a post-embryonic
developmental variant of the nematode Caenorhabditis elegans. Dev. Biol.
46: 326–342.
Caswell-Chen, E. P., J. Chen, E. E. Lewis, G. W. Douhan, S. A. Nadler et al.,
2005 Revising the standard wisdom of C. elegans natural history: ecol-
ogy of longevity. Sci. SAGE KE 2005: pe30.
Charlesworth, B., 1980 Evolution in Age-Structured Populations. Cambridge
University Press, London.
Chen, J., D. Senturk, J. L. Wang, H. G. Muller, J. R. Carey et al., 2007 A
demographic analysis of the ﬁtness cost of extended longevity in Cae-
norhabditis elegans. J. Gerontol. A Biol. Sci. Med. Sci. 62: 126–135.
Clifford, R., M. H. Lee, S. Nayak, M. Ohmachi, F. Giorgini et al., 2000 FOG-
2, a novel F-box containing protein, associates with the GLD-1 RNA
binding protein and directs male sex determination in the C. elegans
hermaphrodite germline. Development 127: 5265–5276.
Collins, J. J., C. Huang, S. Hughes, and K. Kornfeld, 2008 The measurement
and analysis of age-related changes in Caenorhabditis elegans (January 24,
2008), WormBook, ed. The C. elegans Research Community WormBook,
doi/10.1895/wormbook.1.137.1, http://www.wormbook.org.
Cutter, A. D., J. D. Wasmuth, and N. L. Washington, 2008 Patterns of
molecular evolution in Caenorhabditis preclude ancient origins of selﬁng.
Genetics 178: 2093–2104.
Evason, K., C. Huang, I. Yamben, D. F. Covey, and K. Kornfeld,
2005 Anticonvulsant medications extend worm life-span. Science 307:
258–262.
Evason, K., J. J. Collins, C. Huang, S. Hughes, and K. Kornfeld,
2008 Valproic acid extends Caenorhabditis elegans lifespan. Aging Cell
7: 305–317.
Felix, M. A., and C. Braendle, 2010 The natural history of Caenorhabditis
elegans. Curr. Biol. 20: R965–R969.
Gems, D., and D. L. Riddle, 1996 Longevity in Caenorhabditis elegans re-
duced by mating but not gamete production. Nature 379: 723–725.
Gerstbrein, B., G. Stamatas, N. Kollias, and M. Driscoll, 2005 In vivo
spectroﬂuorimetry reveals endogenous biomarkers that report healthspan
and dietary restriction in Caenorhabditis elegans. Aging Cell 4: 127–137.
Gerstein, M. B., Z. J. Lu, E. L. Van Nostrand, C. Cheng, B. I. Arshinoff et al.,
2010 Integrative analysis of the Caenorhabditis elegans genome by the
modENCODE project. Science 330: 1775–1787.
Golden, J. W., and D. L. Riddle, 1982 A pheromone inﬂuences larval de-
velopment in the nematode Caenorhabditis elegans. Science 218: 578–580.
Golden, J. W., and D. L. Riddle, 1984 The Caenorhabditis elegans dauer
larva: developmental effects of pheromone, food, and temperature. Dev.
Biol. 102: 368–378.
Guarente, L., and C. Kenyon, 2000 Genetic pathways that regulate ageing in
model organisms. Nature 408: 255–262.
Hamilton, W. D., 1966 The moulding of senescence by natural selection.
J. Theor. Biol. 12: 12–45.
Hartge, P., 2009 Genetics of reproductive lifespan. Nat. Genet. 41: 637–638.
Herndon, L. A., P. J. Schmeissner, J. M. Dudaronek, P. A. Brown, K. M.
Listner et al., 2002 Stochastic and genetic factors inﬂuence tissue-spe-
ciﬁc decline in ageing C. elegans. Nature 419: 808–814.
Hodgkin, J, and T. M. Barnes, 1991 More is not better: brood size and
population growth a self-fertilizing nematode. Proc. Biol. Sci. 22: 19–24.
Hodgkin, J., H. R. Horvitz, and S. Brenner, 1979 Nondisjunction mutants of
the nematode Caenorhabditis elegans. Genetics 91: 67–94.
Hsin, H., and C. Kenyon, 1999 Signals from the reproductive system reg-
ulate the lifespan of C. elegans. Nature 399: 362–366.
Huang, C., C. Xiong, and K. Kornfeld, 2004 Measurements of age-related
changes of physiological processes that predict lifespan of Caenorhabditis
elegans. Proc. Natl. Acad. Sci. USA 101: 8084–8089.
Hughes, S. E., K. Evason, C. Xiong, and K. Kornfeld, 2007 Genetic and
pharmacological factors that inﬂuence reproductive aging in nematodes.
PLoS Genet. 3: e25.
Johnson, T. E., 1987 Aging can be genetically dissected into component
processes using long-lived lines of Caenorhabditis elegans. Proc. Natl.
Acad. Sci. USA 84: 3777–3781.
Johnson, T. E., and W. B. Wood, 1982 Genetic analysis of life-span in
Caenorhabditis elegans. Proc. Natl. Acad. Sci. USA 79: 6603–6607.
Johnson, T. E., and E. W. Hutchinson, 1993 Absence of strong heterosis for
life span and other life history traits in Caenorhabditis elegans. Genetics
134: 465–474.
Kendall, M. G., and J. D. Gibbons, 1990 Rank Correlation Methods. Edward
Arnold, London.
n Table 6 Pearson correlation values comparing early and late
reproduction
Cumulative Late Reproduction (Days)a
6211 7211 8211 9211 10211
Cumulative Early
Reproduction (Days)b
122 0.21 0.24 0.23 0.33 0.30
123 0.38 0.36 0.33 0.38 0.33
124 0.45 0.40 0.35 0.38 0.31
125 0.58 0.50 0.44 0.43 0.33
Numbers are the Pearson correlation values (r).
a
Cumulative progeny production for each animal was calculated from the
indicated start point through day 11.
b
Cumulative progeny production for each animal was calculated from day 1
through the indicated endpoint.
 P , 0.05.
P , 0.05 after Bonferroni correction.
Volume 3 December 2013 | Reproduction Correlates Positively with Longevity | 2231
Kenyon, C., J. Chang, E. Gensch, A. Rudner, and R. Tabtiang, 1993 A C.
elegans mutant that lives twice as long as wild type. Nature 366: 461–464.
Kenyon, C. J., 2010 The genetics of ageing. Nature 464: 504–512.
Kiontke, K., N. P. Gavin, Y. Raynes, C. Roehrig, F. Piano et al.,
2004 Caenorhabditis phylogeny predicts convergence of hermaphrodit-
ism and extensive intron loss. Proc. Natl. Acad. Sci. USA 101: 9003–9008.
Kirkwood, T. B., 1977 Evolution of ageing. Nature 270: 301–304.
Kirkwood, T. B., 2005 Understanding the odd science of aging. Cell 120:
437–447.
Kirkwood, T. B., M. Feder, C. E. Finch, C. Franceschi, A. Globerson et al.,
2005 What accounts for the wide variation in life span of genetically
identical organisms reared in a constant environment? Mech. Ageing
Dev. 126: 439–443.
Klass, M. R., 1977 Aging in the nematode Caenorhabditis elegans: major
biological and environmental factors inﬂuencing life span. Mech. Ageing
Dev. 6: 413–429.
Lande, R., 1982 A quantitative genetic theory of life history evolution.
Ecology 63: 607–615.
Lande, R., and D. W. Schemske, 1985 The evolution of self-fertilization and
inbreeding depression in plants. I. Genetic models. Evolution 39: 24–40.
Luo, S., W. M. Shaw, J. Ashraf, and C. T. Murphy, 2009 TGF-beta Sma/
Mab signaling mutations uncouple reproductive aging from somatic
aging. PLoS Genet. 5: e1000789.
Luo, S., G. A. Kleemann, J. M. Ashraf, W. M. Shaw, and C. T. Murphy,
2010 TGF-beta and insulin signaling regulate reproductive aging via
oocyte and germline quality maintenance. Cell 143: 299–312.
McCarter, J., B. Bartlett, T. Dang, and T. Schedl, 1999 On the control of
oocyte meiotic maturation and ovulation in Caenorhabditis elegans. Dev.
Biol. 205: 111–128.
McCleery, R. H., C. M. Perrins, B. C. Sheldon, and A. Charmantier,
2008 Age-speciﬁc reproduction in a long-lived species: the combined
effects of senescence and individual quality. Proc. Biol. Sci. 275: 963–970.
Mendenhall, A. R., D. Wu, S. K. Park, J. R. Cypser, P. M. Tedesco et al.,
2011 Genetic dissection of late-life fertility in Caenorhabditis elegans.
J. Gerontol. A Biol. Sci. Med. Sci. 66: 842–854.
Miller, R. A., 1997 Age-related changes in T cell surface markers: a longitudinal
analysis in genetically heterogeneous mice. Mech. Ageing Dev. 96: 181–196.
Morsci, N. S., L. A. Haas, and M. M. Barr, 2011 Sperm status regulates
sexual attraction in Caenorhabditis elegans. Genetics 189: 1341–1346.
Pickett, C. L., and K. Kornfeld, 2013 Age-related degeneration of the egg-
laying system promotes matricidal hatching in Caenorhabditis elegans.
Aging Cell 12: 544–553.
Pincus, Z., and F. J. Slack, 2010 Developmental biomarkers of aging in
Caenorhabditis elegans. Dev. Dyn. 239: 1306–1314.
Pincus, Z., T. Smith-Vikos, and F. J. Slack, 2011 MicroRNA predictors of
longevity in Caenorhabditis elegans. PLoS Genet. 7: e1002306.
Rea, S. L., D. Wu, J. R. Cypser, J. W. Vaupel, and T. E. Johnson, 2005 A
stress-sensitive reporter predicts longevity in isogenic populations of
Caenorhabditis elegans. Nat. Genet. 37: 894–898.
Reznick, D., 1985 Costs of reproduction: an evaluation of the empirical
evidence. Oikos 44: 257–267.
Reznick, D. N., M. J. Bryant, D. Roff, C. K. Ghalambor, and D. E. Ghalambor,
2004 Effect of extrinsic mortality on the evolution of senescence in
guppies. Nature 431: 1095–1099.
Rose, M. R., and B. Charlesworth, 1981a Genetics of life history in Dro-
sophila melanogaster. I. Sib analysis of adult females. Genetics 97: 173–
186.
Rose, M. R., and B. Charlesworth, 1981b Genetics of life history in Dro-
sophila melanogaster. II. Exploratory selection experiments. Genetics 97:
187–196.
Schrempf, A., J. Heinze, and S. Cremer, 2005 Sexual cooperation: mating
increases longevity in ant queens. Curr. Biol. 15: 267–270.
Sgro, C. M., and L. Partridge, 1999 A delayed wave of death from repro-
duction in Drosophila. Science 286: 2521–2524.
Shoyama, T., T. Ozaki, N. Ishii, S. Yokota, and H. Suda, 2007 Basic prin-
ciple of the lifespan in the nematode C. elegans. Mech. Ageing Dev. 128:
529–537.
Sozou, P. D., and T. B. Kirkwood, 2001 A stochastic model of cell repli-
cative senescence based on telomere shortening, oxidative stress, and
somatic mutations in nuclear and mitochondrial DNA. J. Theor. Biol.
213: 573–586.
Stiernagle, T., 2006 Maintenance of C. elegans (February 11, 2006),
WormBook, ed. The C. elegans Research Community WormBook, doi/
10.1895/wormbook.1.101.1, http://www.wormbook.org.
te Velde, E. R., and P. L. Pearson, 2002 The variability of female repro-
ductive ageing. Hum. Reprod. Update 8: 141–154.
Van Voorhies, W. A., 1992 Production of sperm reduces nematode life-
span. Nature 360: 456–458.
Wade, M. J., 1980 Group selection, population growth rate, and competitive
ability in the ﬂour beetles, Tribolium spp. Ecology 61: 1056–1064.
Walker, D. W., G. McColl, N. L. Jenkins, J. Harris, and G. J. Lithgow,
2000 Evolution of lifespan in C. elegans. Nature 405: 296–297.
Ward, S., and J. S. Carrel, 1979 Fertilization and sperm competition in the
nematode Caenorhabditis elegans. Dev. Biol. 73: 304–321.
Ward, S., Y. Argon, and G. A. Nelson, 1981 Sperm morphogenesis in wild-
type and fertilization-defective mutants of Caenorhabditis elegans. J. Cell
Biol. 91: 26–44.
Werfel, J., and Y. Bar-Yam, 2004 The evolution of reproductive restraint
through social communication. Proc. Natl. Acad. Sci. USA 101: 11019–
11024.
Williams, G., 1957 Pleiotropy, natural selection, and the evolution of
senescence. Evolution 11: 398–411.
Wilson, D. S., 1975 A theory of group selection. Proc. Natl. Acad. Sci. USA
72: 143–146.
Wynne-Edwards, V. C., 1962 Animal Dispersion in Relation to Social
Behavior. Hafner Publishing Company, New York.
Communicating editor: S. Lee
2232 | C. L. Pickett et al.
